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to have high sequence homologies to autochthonous human
strains, suggesting that swine can represent a reservoir of
the infection and that zoonotic transmission of HEV may play
a relevant role in industrialized countries.
Methods: Viral RNA was extracted from 10% pig faecal
suspension by using TRIZOL reagent. Two molecular meth-
ods for virus detection were compared, conventional RT-PCR
and touch-down RT-PCR. For HEV ORF 1 detection, degener-
ate primers HEVConsORF1-s1/HEVConsORF1-a1, amplifying
418 bp region and for HEV ORF 2 detection, degenerate
primers HEVORF2con-s1/HEVORF2con-a1, amplifying 197 bp
region were used.
Results: A total of 61 swine faecal samples for the ORF
1 detection and 41 swine faecal samples for the ORF 2
were analysed. For the detection of ORF 1 touch-down RT-
PCR gave us higher percentage of positive results (31%) in
comparison to the conventional RT-PCR (26%). When the
touch-down RT-PCR was used for the ORF 2 ampliﬁcation
only 22% of samples were determined positive in comparison
to the conventional RT-PCR detecting 27% positive samples.
These results indicate that an accurate optimization of the
RT-PCR method is necessary for HEV detection in faecal sam-
ples.
Conclusion: This work represents the ﬁrst description of
HEV in Slovenian pig herds and conﬁrms the presence of the
virus in pigs with diarrhoea and also in apparently healthy
pigs. These ﬁnding is important because of the potential risk
of porcine HEV transmission to humans, either by contact
with infected pig or by ingestion of contaminated under-
cooked meat and meat products.
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Background: Nearly 75% of all emerging infectious dis-
eases (EIDs) that impact or threaten human health are
zoonotic. The majority have spilled from wildlife reservoirs,
either directly to humans or via domestic animals. The emer-
gence of many can be attributed to predisposing factors such
as global travel, trade, agricultural expansion, deforesta-
tion/habitat fragmentation, and urbanization; such factors
increase the interface and/or the rate of contact between
human, domestic animal, and wildlife populations, thereby
creating increased opportunities for spillover events to
occur.
Methods: Infectious disease emergence can be regarded
as primarily an ecological process. The epidemiologic
investigation of EIDs associated with wildlife requires a
comprehensive transdisciplinary approach that includes an
understanding of the ecology of the wildlife species, and
an understanding of human behaviors that increase risk of
exposure. Investigations of the emergence of Nipah virus in
Malaysia in 1999 and SARS in China in 2003 provide useful
case studies.
Results: The emergence of Nipah virus was (in part) asso-
ciated with the encroachment of commercial pig farms into
forested areas. The movement of pigs for sale and slaugh-
ter in turn led to the rapid spread of infection to southern
peninsular Malaysia, where the high-density, largely urban
pig populations facilitated transmission to humans. Iden-
tifying the factors associated with the emergence of SARS
in southern China requires an understanding of the ecology
of infection both in the natural reservoir and in secondary
market reservoir species. A necessary extension of under-
standing the ecology of the reservoir is an understanding of
the trade, and of the social and cultural context of wildlife
consumption.
Conclusions: Emerging infectious diseases originating
from wildlife populations will continue to threaten public
health. Mitigating and managing the risk requires an appre-
ciation of the connectedness between human, livestock and
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Background: The rapid and reliable detection of emerg-
ing zoonoses is critical to effective management of these
diseases. We have developed four multiplexed RT-PCR assay
panels that can rapidly detect high priority agricultural
pathogens, including Foot and Mouth Disease Virus and Avian
Inﬂuenza in environmental and clinical samples. The use of
bead-based liquid arrays has proven to be a well adapted and
versatile technology that can be custom tailored to rapidly
screen for both DNA and RNA in a single tube. Previously we
had, in collaboration with the CDC, developed another panel
for human biological threats. Our assays have been tested by
researchers in multiple public health and USDA laboratories
and proven robust.
Methods: Multiplexed PCR assays are developed at LLNL
through a proven process that includes sequencing and bioin-
formatics leading to TaqMan and multiplexed PCR assays. We
have utilized the Luminex X-Map system for development of
all panels. The process involves an end-point RT-PCR fol-
lowed by hybridization to a mixture of probe-conjugated
polystyrene beads that can be readily classiﬁed by ﬂow-
cytometry. Up to a maximum of 100 unique bead classes, and
thus RT-PCR products can be identiﬁed using this system.
Results: With the USDA and multiple university partners,
multiplexed RT-PCR assays both sensitive and speciﬁc for
multiple biothreat agents have been developed. We have
demonstrated that these assays are as selective as TaqMan
assays with sensitivities ranging from 10-10000 genomes.
These assays have been tested for proﬁciency in the ﬁeld
and proven of value.
Conclusions:Multiplexed assays providemany advantages
over other methods. In the event of a public health emer-
gency, these assays can provide rapid, sensitive, speciﬁc
and cost effective means of screening many samples. Addi-
